Purpose: The majority deaths of cancer patients are related to metastasis, thus genes associated with cell motility interest us. SPOCK1 was elected by data mining and serial evaluation. In addition, SPOCK1 has been reported to be highly expressed in different human cancers and been related to adverse outcomes. Therefore, we validate its prognostic significance in urothelial carcinoma (UC). Materials and Methods: Real-time RT-PCR assay was used to detect SPOCK1 transcript level in 27 urinary tract urothelial carcinoma (UTUC) and 27 urinary bladder urothelial carcinoma (UBUC) samples. Immunohistochemistry evaluated by H-score determined SPOCK1 expressions in 340 UTUCs and 295 UBUCs. The transcript and protein expression were correlated with clinicopathological features. Further evaluations of the prognostic significance of SPOCK1 for disease-specific survival (DSS) and metastasis-free survival (MeFS) were analyzed. Results: The expressions of SPOCK1 in UC were higher than those in normal urothelium by immunohistochemistry. The statistical analysis of clinicopathologic characteristics and immunohistochemistry showed that the higher expression of SPOCK1 was correlated to pT status (P<0.001), lymph node metastasis (UTUC, P=0.006; UBUC, P=0.033), higher histological grade (UTUC, P<0.001; UBUC, P<0.001), vascular invasion (UTUC, P<0.001; UBUC, P<0.001), perineurial invasion (UTUC, P<0.001; UBUC, P=0.001) and frequent mitosis (UTUC, P<0.001; UBUC, P=0.001). The prognosis of SPOCK1 of UC showed high SPOCK1 expression had significantly worse DSS and MeFS. Conclusions: The investigation demonstrated that the higher expression of SPOCK1 correlates with a poor prognosis in UC.
Introduction
Urothelial carcinoma (UC), the predominant type among the varied histologic malignancies arising from the urinary tract, derives from the urothelial lining either in the lower tract (urinary bladder) or the upper tract (renal pelvis, ureter) [1, 2] . About 80% of patients with urinary bladder urothelial carcinoma
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International Publisher face recurrence within one to two years of initial treatment [3, 4] . A significant proportion of these patients die because of recurrence even after receiving standard treatment [5] . In addition, around 25% of patients with UC have muscle-invasive disease, and either present with or later develop metastasis [6] . Thus effort is needed to explore the development and progression of UC in order to identify a better prognosticator and to enable better oncology-targeted therapies.
The majority deaths among cancer patients result from metastasis rather than the primary disease. Metastasis is the distal settlement of tumor cells and stats escaping from the primary location. Therefore we investigated genes related to cell motility in UC, which have not been systemically evaluated before. From data mining and comparison with other related genes, SPOCK1 demonstrated exciting associations with invasiveness and metastasis in the transcriptome GSE31684.
SPOCK1 encodes a calcium-binding matricellular glycoprotein belonging to the SPARC family [7] . The importance of SPARC in regulating proliferation, cell-cycle progression, apoptosis, adhesion, and cell-matrix interaction has been well documented [8] . Recent evidence suggests that SPOCK1, which is structurally similar, may play a crucial role in invasion of pilocytic astrocytoma [9] and in progression of hepatocellular carcinoma (HCC) [10] . Our study has found that SPOCK1 expression is correlated with adverse clinicopathological factors and survival in a well-characterized cohort of UC.
Materials and Methods

Data mining of the GEO to identify altered transcripts in UC
One dataset, GSE31684 (http://www.ncbi.nlm. nih.gov/geo/query/acc.cgi?acc=GSE31684), which profiled radical cystectomy specimens from 93 urinary bladder urothelial carcinoma (UBUC) cases, was identified by data mining of the GEO (National Center for Biotechnology information, Bethesda, MD, USA) and by Affymetrix U133 Plus 2.0 Array. To evaluate the gene expression level, we imported the raw CEL files into the Nexus Expression 3 statistical software (BioDiscovery, EI Segundo, CA, USA). All probe sets were used in the evaluation without preselection or filtering. We performed supervised comparative analysis to examine the statistical significance of differentially expressed genes on the basis of progression in primary tumor status (pT) and the development of metastatic events. With this intention, we compared the differential expression in low-stage (pTa-pT1) UCs and muscle-invasive, high-stage (pT2-pT4) UCs, and compared non-metastatic lesions to those that developed distal metastasis, respectively, in order to perform functional profiles focusing on the genes related to cell motility (GO:0048870). Only genes displaying significantly differential expression in both stage (log2 ratio > 1.0) and metastasis (log2 ratio > 0.5) were enrolled for initial validation.
Patients and tumor specimens
This study was approved by the Institutional Review Board (IRB) of Chi Mei Medical Center, approval number IRB10302015. All specimens were obtained from the BioBank of Chi Mei Medical Center and had been collected previously following official ethical guidelines. We retrieved urothelial carcinoma cases for immunohistochemical study and survival analysis between 1996 and 2004 from the Chi Mei Medical Center archives. For the initial validation, which focused on identifying the most significant among the candidate genes, we randomly selected 50 UBUCs and 50 urinary tract urothelial carcinomas (UTUCs) as the pilot batch of cases. We further evaluated the gene demonstrating greatest clinical significance in an independent cohort, as previously described [11] . The independent cohort included a total of 635 consecutively treated, well-characterized cases: 340 tumors originating from the UT and 295 arising from the UB. All patients received nephroureterectomy and excision of the bladder with regional lymph node dissection. Of these cases, UBUC patients with pT3 or pT4 stage tumors or with nodal involvement received cisplatin-based post-operative adjuvant chemotherapy, but patients with renal insufficiency obtained carboplatin. However, only 29 of the 106 UTUC patients with pT3 or pT4 stage tumors or nodal involvement received post-operative adjuvant chemotherapy. In addition, neo-adjuvant chemotherapy was not introduced to the patients with UBUC or UTUC in our cohort. The criteria for clinicopathological evaluation were essentially identical to those in our previous work [11] . Two pathologists (P.I.L & C.F.L) re-evaluated hematoxylin-eosin sections of all cases.
Immunohistochemical staining
Following histological review, tissue blocks containing the most invasive area of each case were selected for immunohistochemical study. We cut representative tissue sections of 4-μm thickness onto precoated slides from the paraffin-embedded tissue blocks, succeeded by deparaffinization, rehydration, antigen retrieval, and blockage of endogenous peroxidase. Endogenous peroxidase was buffered with saline for 15 minutes and subsequently incubated with a primary antibody targeting CALD1 (1:100, C-19, Santa Cruz) or SPOCK1 (1:200, 102D1, Santa Cruz) for one hour. We detected primary antibodies using the DAKO ChemMate EnVision Kit (K5001, Carpinteria, CA, USA). The presence of brown chromogen in the cytoplasm of target cells indicated positive immunoreactivity. The quality of immunostaining was ensured by a negative control incubated without the primary antibody.
Interpretation and scoring of immunohistochemistry
Two pathologists (P.I.L & C.F.L) appraised the immunohistochemistry without prior knowledge of clinical and follow-up data. Immunoreactivity was estimated with a combination of the percentage and intensity of positively stained tumor cytoplasm in order to generate the H-score, which was calculated by the following equation: H-score=∑Pi(i +1), where i is the intensity of stained tumor cells (0 to 3+), and Pi is the percentage of stained tumor cells for each intensity varying from 0% to 100%. This formula produces a score range from 100-400, where 100 equals 100% of tumor cells showing negative results and 400 equals 100% of tumor cells strongly stained (3+) [12, 13] .
Real-time RT-PCR
Since SPOCK1 was identified as the most significantly altered gene, its transcript level was further determined in a collection of snap-frozen samples containing high percentage (no less than 70%) of tumor elements consisting of 27 UBUCs and 27 UTUCs, respectively. For this goal, total RNAs were extracted, quantified, and submitted for reverse-transcription. Using pre-designed TaqMan assay reagents (Applied Biosystems), we measured mRNA abundance of SPOCK1 (Hs00270274_m1) with the ABI StepOnePlus™ System. The fold expression of SPOCK1 relative to normal urothelium was calculated by comparative Ct method, after normalization to POLR2A (Hs01108291_m1) as the internal control.
Statistical analysis
Statistical analysis was performed using SPSS V.14.0 software (SPSS Inc. Chicago, IL, USA). The median H-score of immunohistochemistry for SPOCK1 was the cutoff to dichotomize the study cohort, separating cases into high expression and low expression groups. We employed the chi-square test to compare SPOCK1 expression status and various clinicopathological parameters. The end points analyzed were disease-specific survival (DSS) and metastasis-free survival (MeFS), calculated from the date of curative surgery to the date an event developed. Patients lost to follow-up were censored on the final follow-up date. We plotted survival curves using the Kaplan-Meier method, and evaluated prognostic differences between groups using the log-rank test. Parameters demonstrating P values less than 0.05 in univariate analysis were subsequently enrolled into multivariate tests using the Cox proportional hazards model. For all analyses, two-sided tests of significance with P<0.05 were considered significant.
Results
CALD1, SPOCK1, SCG2, IGF1 and CEECAM1 were identified as significant differentially upregulated transcripts implicated in cell motility in UC
From the transcriptomic profiles of GSE31684, we found 109 probes covering 52 transcripts associated with cell motility (GO:0048870). Of these, only seven probes covering five genes showed significant differential expression associated with both increments of primary tumor stage and the presence of distal metastasis ( Fig. 1 and Table 1 ). Of these, the upregulated CALD1 and SPOCK1 were more significant and met the selection criteria. Of the candidate genes, CALD1 was the most significantly upregulated with increments of primary tumor status, showing a log2 ratio of 1.6569 fold. SPOCK1 upregulation was most significantly associated with the presence of distal metastasis (log2 ratio of 0.843). 
SPOCK1 expression was most significantly associated with tumor aggressiveness in genes associated with cell motility
In the pilot batch of cases for initial validation, SPOCK1 but not CALD1 overexpression was significantly associated with both primary tumor status (UTUC, P=0.004; UBUC, P=0.009) and nodal metastasis (UTUC, P=0.037; UBUC, P=0.042) ( Table S1 ). Moreover, SPOCK1 was the most significant candidate that predicted inferior DSS (UTUC, P=0.0002; UBUC, P=0.0017) and worse MeFS (UTUC, P<0.0001; UBUC, P=0.0006) ( Table S2) . SPOCK1 mRNA expression is positively associated with higher pT status in both UTUC and UBUC In the 27 UTUCs and 27 UBUCs tested, SPOCK1 mRNA expression was significantly upregulated with higher pT status in both UTUC (P=0.002) and UBUC (P=0.001), suggesting that it plays a role in tumor progression (Fig. 2) .
Clinicopathological findings for UTUC
The clinicopathological features of the UTUC patients are listed in Table 2 . The disease showed no predilection for either sex. The median age at diagnosis was 68 years, ranging from 34 to 87 years. Sixty-two patients (18.2%) suffered from multifocal tumors, and 49 (14.4%) had tumors involving both the renal pelvis and ureter. The majority of cases (n=284, 83.5%) were of high histological grade. Advanced pT stage (pT2-T4) was seen in 159 cases (46.8%). Around one-half of the cases (n=167, 49.1%) showed mitotic activity. Vascular invasion and perineurial invasion were noted in 106 cases (31.2%) and 19 cases (5.9%), respectively. Nodal metastasis was observed in 28 patients (8.2%).
Clinicopathological findings for UBUC
UBUC patients were predominantly male (n=216, 73.2%) and older than 65 years (n=174, 59.0%). As outlined in Table 2 , most (n=239, 81%) were of high histological grade, with 123 (41.7%) in advanced stages (pT2-T4) at initial diagnosis. One hundred and fifty-six cases (52.9%) showed high mitotic activity (≥ 10/10HPFs). Lymph node metastasis was detected in 23.6% of patients (n=29). Vascular invasion was evident in 49 cases (16.6%) and perineurial invasion in 20 cases (6.8%).
Correlation of SPOCK1 immunoreactivity with parameters in UTUC and UBUC
SPOCK1 demonstrates variable cytoplasmic expression in carcinoma cells of both the UT and UB, with median H-scores of 260 (range, 110-380) and 285 (range, 115-375) respectively. In contrast, the expression level of SPOCK1 is very low in normal urothelium, with H-scores ranging from 100 to 140. After dichotomizing the tumors into those with low and high SPOCK1 expression, as illustrated in Table 2 
Survival analysis for UTUC
Follow-up information, with duration ranging from 1 to 176 months (median, 38), was available for all patients. Univariate and multivariate analyses of the association between clinical outcomes and various clinicopathological features of UTUC cases are summarized in Table 3 . Both univariate and multivariate analysis revealed that poor DSS was significantly associated with multifocality (P=0.0042 and P=0.006, respectively), advanced pT (P<0.0001 and P=0.010, respectively), lymph node metastasis (P<0.0001 and P<0.0001, respectively), high histological grade (P=0.0171 and P=0.044, respectively), perineurial invasion (P<0.0001 and P=0.002, respectively), and high SPOCK1 expression (P<0.0001 and P=0.031, respectively). Similar results were also seen for MeFS, excluding primary tumor and histological grade. However, vascular invasion in UTUC was also independently and significantly associated with worse MeFS (P<0.0001 and P=0.015, respectively).
Survival analysis for UBUC
Follow-up information is available for all patients, with a median duration of 23.1 months (range, 1-109). As illustrated in Table 4 , in multivariate analyses, pT stage, mitotic rate, and SPOCK1 expression were significantly associated with both inferior DSS (P<0.001, P=0.015 and P<0.001, respectively) and MeFS (P=0.008, P=0.009 and P<0.001, respectively). Perineurial invasion was also predictive of DSS.
Prognostic significance of SPOCK1 expression in UC
In the univariate analyses ( Table 3) , patients with UTUC showing high SPOCK1 expression had significantly worse DSS (P<0.0001, Fig. 4A ) and MeFS (P<0.0001, Fig. 4B) . Similar results were also noted for patients with UBUC (Table 4, Fig. 4C, and Fig. 4D ). Of regard, SPOCK1 overexpression remained an independent prognosticator portending poor DSS and MeFS for both UTUC and UBUC patients ( Table 3 and Table 4 ). 
Discussions
Interesting in markers of UC prognosis, the study identified five significantly expressed genes related to cell motility due to that invasion and metastasis had been suggested associating with adverse outcome in patients with UC. Among those genes, both CALD1 and SPOCK1 were expressed significantly, fitting with a log2 ratio over 1 and 0.5 fold in primary tumor status and distal metastasis, respectively ( Table 1) . CALD1 is involved in cell motility through the organization of the actin skeleton and actin/myosin-dependent contractility [14] . SPOCK1, a highly conserved, multidomain proteoglycan in the extracellular matrix, could play a role in modulating protease activity [7] . In the pilot study, only SPOCK1 exhibited crucial differences in primary tumor status, nodal metastasis and survival (Table S1, Table S2 ), implying its importance in UC aggressiveness compared to CALD1. In Fig. 2 , higher pT was related to higher SPOCK1 mRNA expression. In addition, worse DSSs and MeFSs were associated with higher SPOCK1expression (Fig. 4) . Aforementioned data may support the probable utility of SPOCK1 as a poor prognostic factor of UC.
SPOCK1, known as testican-1, was originally identified in seminal plasma [15] . The expression of SPOCK1 mRNA in humans has been noted in various tissues with the highest levels in the brain, the prostate, and the testis [16] . A study showed that a de novo missense change in SPOCK1 identified by whole exon sequencing might relate to developmental delay, microcephaly and agenesis of the corpus callosum, leading to the hypothesis that SPOCK1 plays a critical role in neurogenesis [17] . SPOCK1 contains three domains viz., a follistatin domain, an extracellular calcium-binding domain, and a thyroglobulin type-1 domain, which possess functions of regulating metalloproteinase, and cysteine and serine proteases [16, 17] . In a genome-wide association study of age at menarche, SPOCK1 was identified as a novel gene and arousing speculation about the underlying mechanism regarding its influence on matrix metalloproteinase-2 [18] .
Furthermore, in the study of gastrointestinal neuroendocrine carcinomas, SPOCK1 was identified by microarray analysis as a candidate related to metastasis and was expressed 100-fold more in tumor material than in normal ileum [19] . Upregulated SPOCK1 has also been identified in lung cancer [20] , HCC [10] , and gallbladder cancer [21] . The clinical significance of SPOCK1 in lung cancer was correlated with metastasis and silencing of SPOCK1 in cell study inhibited lung cancer cell invasion in vitro [20] . In addition, the tumorigenic ability of SPOCK1 in HCC was investigated in a xenograft mouse model with promising results [10] . In our findings, SPOCK1 was also expressed more strongly in tumor tissues than in normal ones (Fig. 3) . Moreover, higher expression of SPOCK1 is also related to positive nodal metastasis and presence of vascular and perineural invasion ( Table 2 ), suggesting that it may have a role in UC invasion and metastasis, as noted with other cancers.
Also, altered composition of the extracellular matrix (ECM) is important in cancer. Epithelial-mesenchymal transition (EMT) involves changes in the cells themselves and in their surrounding microenvironment. Many studies support that obtaining epithelial-mesenchymal transition (EMT) features correlates with poor outcome among patients with various cancer types, including colorectal [22] , lung [23] , breast [24] , and bladder cancer [25] . SPOCK1, the ECM gene, was not only overexpressed in prostate cancer tissues compared to benign samples, but also indicated a tendency toward earlier recurrence [26] . Interestingly, our study showed that high levels of SPOCK1 expression are correlated to poor DSS and MFS in UC in univariate log-rank tests ( Table 3, Table 4 ). In vivo studies of lung cancer demonstrated that SPOCK1 is not only associated with metastasis and also induces EMT [20] . Aforementioned facts may suggest that in UC, SPOCK1 may be a novel prognostic factor and may participate in tumor invasion and metastasis through involvement in the process of EMT.
Moreover, evading apoptosis is another capability that characterizes cancer cells [27] . One study of GBC found that SPOCK1 not only promotes cell migration and invasion by inducing EMT but also inhibits apoptosis [21] . The PI3 kinase-ATK/PKB pathway is important in affecting apoptosis [27] . In a mouse model, this signal pathway was demonstrated to have role in upper tract of UC [28] . The PI3 kinase-ATK/PKB pathway is also a downstream kinase pathway triggered by FGFR3, one of the important molecules involving bladder of UC [29] . Furthermore, higher SPOCK1 expression was correlated with higher mitotic rate, as shown in Table- 2, indicating that the adverse prognosis associated with high SPOCK1 expression may also relate to cell proliferation.
In conclusion, we present that higher SPOCK1 is related to unfavorable clinicopathological parameters and shorter survival in UC patients. Hypothetically, SPOCK1 may play an important role in the EMT of UC, and may be crucial in UC metastasis. Probably, SPOCK1 may also take a part in evading apoptosis through cell proliferation. This study suggested that SPOCK1 could be an independent prognostic factor in UC, might serve as an oncogene and would be a candidate of target therapy.
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